bance/g) was determined using the concentration of a sample that gave an absorbance value within the linear range of the assay and was expressed relative to the absorbance/g of BSA (corresponding to the gradient of the calibration curve):
resistant to aminoglycoside interference, the Sigma PRM assay resembles the Dade Behring PRM assay in its susceptibility to interference (1 ) . This may reflect the formulation of the reagents or the volume ratio of sample to reagent. The clinical importance of this interference is evident for tobramycin [at urinary concentrations Ͼ0.2 g/L (1 )] but more difficult to assess for the other aminoglycosides, whose urinary concentrations do not appear to have been reported.
In conclusion, we have confirmed interference in the PRM assay by gentamicin, neomycin, and tobramycin (1-3 ) ; reported interference from additional aminoglycosides; and demonstrated a susceptibility of the Sigma PRM assay to interference from aminoglycosides in urine at 0.2 g/L. In contrast to the PRM assay, the CBB and BEC assays are resistant to aminoglycoside interference. We compared the new EIA with our modified RIA (2 ) in 147 samples. The first set of samples (n ϭ 44) was collected at 2300 and 0700 from a group of apparently healthy adult individuals (n ϭ 22; age range, 25-60 years; 11 females and 11 males). The second set of samples (n ϭ 30) was collected at 2300 by patients (n ϭ 30; age range, 12-84 years; 22 females and 8 males) to screen for Cushing syndrome. The third set of samples (n ϭ 73) was collected between 0600 and 1000 from participants (n ϭ 42; age range, 6 -14 years; 21 females and 21 males) enrolled in a study of allergic rhinitis. The study was approved by the appropriate Institutional Review Boards, and consent was obtained. Saliva was sampled as described previously (2 ) with a collecting device (Salivettes with no preservative; Sarstedt). for the modified RIA and EIA, respectively, and the incubation times were 3 h for the RIA and a total of 80 min for the EIA. The EIA calibrators ranged from 0.2 to 49.7 nmol/L and were provided in a saliva-like matrix with a nonmercury preservative.
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The lower detection limit of the EIA was 0.3 nmol/L. The intraassay imprecision (CV) was 5.2% at 3.1 (SD, 0.2) nmol/L (n ϭ 10) and 2.6% at 10.4 (0.3) nmol/L (n ϭ 10). Interassay (total) imprecision (CV) was 11% at 2.8 (0.3) nmol/L (n ϭ 10), 11% at 10.1 (1.1) nmol/L (n ϭ 10), and 6.9% at 25.0 (1.7) nmol/L (n ϭ 10).
The correlation of the salivary cortisol measured by RIA (x axis) vs EIA (y axis) yielded a slope of 0.84 (SE, 0.01) and a y-intercept of 1.2 (SE, 0.3) nmol/L (r 2 ϭ 0.96; S y͉x ϭ 2.5 nmol/L; n ϭ 147) with results spanning the range 0.3-130 nmol/L. The slope was significantly less than unity, and the y-intercept was significantly Ͼ0. Because the critical range for a salivary cortisol assay for screening for Cushing syndrome is 0.3-10.0 nmol/L (1-3 ), Fig. 1 shows only those data pairs with DPC results Յ10 nmol/L. The slope was not significantly different from unity, and the y-intercept was not significantly different from 0.
On the basis of the correlation shown in Fig. 1 , the reference interval for the Salimetrics EIA calculated from a large group of verified healthy individuals (2 ) at 2300 (the appropriate time for the diagnosis of Cushing syndrome) was Ͻ0.3 to 4.3 nmol/L. We then evaluated salivary cortisol at 2300 in samples from 14 patients (4 males and 10 females; age range, 20 -78 years) with Cushing syndrome confirmed by subsequent measurement of additional increased salivary cortisol, increased urinary free cortisol, and/or abnormal low-dose dexamethasone suppression testing using previously described criteria (3 ). The mean (SD) salivary cortisol as measured by the Salimetrics EIA was 20.4 (13.4) nmol/L (range, 5.3-46.8; 95% confidence interval, 12.7-28.1 nmol/L). Salivary cortisol concentrations at 2300 in these patients with confirmed Cushing syndrome were all clearly increased.
We have previously shown that the DPC RIA yields accurate results for samples enriched with known concentrations of hydrocortisone (4 ). The Salimetrics EIA yielded results very close to those obtained with the DPC RIA, particularly in the critical diagnostic range of 0.3-10.0 nmol/L. This is in contrast to the results that we recently obtained with the EIA from Diagnostic Systems Laboratories (DSL), which were ϳ1.7-fold higher than those obtained with the DPC RIA (4 ). The only relevant disadvantage of the Salimetrics EIA is that the highest calibrator concentration (49.7 nmol/L) is considerably lower than those of the DSL EIA (276 nmol/L) and the DPC RIA (138 nmol/L). This will require more frequent dilution of high-concentration samples from patients with Cushing syndrome, which can have cortisol concentrations Ͼ50 nmol/L (1, 2) . The advantages of the Salimetrics EIA compared with the DSL EIA are that it produces results not different from those obtained with the DPC RIA in the clinically important range and that it is FDA-cleared for in vitro diagnostic use.
We have previously demonstrated that urinary free cortisol does not correlate with salivary cortisol in healthy individuals primarily because of the episodic and circadian nature of salivary cortisol measurement (2 ) . However, there is good correlation in patients with Cushing syndrome, primarily because of their increased cortisol concentrations throughout the circadian period (2 ) . The standard approach to the evaluation of Cushing syndrome, therefore, has been the measurement of 24-h urinary free cortisol (3 ). However, a recent study has demonstrated in a large study population that several increased nighttime salivary cortisol measurements are superior to the measurement of urinary free cortisol in establishing the diagnosis of Cushing syndrome (5 ) . Because of its accuracy, simplicity, and costeffectiveness, we believe that measurement of nighttime salivary cortisol will become the principal method to screen for Cushing syndrome.
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